generates a soluble yellow formazan that can be quantified spectrophotometrically.
2. Grind tissue in liquid nitrogen and weigh out 0.5 g of the ground tissues in empty Falcon tube that has been pre-chilled in liquid nitrogen and used to tare the scale.
3. Add 6 ml of ice-cold protein extraction buffer to ground tissues on ice.
4. Vortexat room temperature to mix thoroughly.
Filter homogenized tissue through four layers of cheese cloth and transfer filtrate
(flow-through) to 2-ml microcentrifuge tubes, on ice.
6. Centrifuge at 10,000 x g for 45 min at 4 °C and transfer supernatant to ultra-centrifuge tube.
7. Separate total membrane fractions by ultra-centrifugation at 203,000 x g for 60 min at 4 °C.
8. Discard supernatant and resuspend pellet in 1 ml ice-cold 10 mM Tris-HCl (pH 7.4).
B. Protein estimation using Bradford microassay (160 μl)
9. Prepare BSA standards ranging from 5 μg-25 μg/ml as follows:
These standards will be used to generate a standard curve.
10. Use 96 well microtiter plate to prepare reaction mix.
11. Prepare blank byadding 160 μl of water to one well in triplicates.
12. Prepare test samples by adding 2 μl of supernatant (from section 1) to 158 μl of water 13. Add 40 μl of Bradford Assay reagent to BSA standards, blank and test samples.
14. Mix and incubate at room temperature for 5 min and read absorbance at 595 nm (A595) on plate reader spectrophotometer. In 80 ml of water add the following reagents:
Add 10 Tablets of Complete, Mini, EDTA-free Protease Inhibitor Cocktail Tablets.
Mix well and adjust volume to 100 ml
